chorismate, the major branch-point metabolite of aromatic amino acid biosynthesis (1, 4) . Pyocyanine is a quantitatively substantial end product of aromatic synthesis. Hence, if the experimental system of biochemical genetics for aromatic biosynthesis is to be complete, mutant blocks for each enzyme of the pigment pathway branch are required.
Pyocyanine and its various phenazine precursors are water soluble and excreted into the agar medium, accumulating during growth. This presents the possibility that various pigment mutants may go unnoticed due to produced by nearby wild-type clones when all were grown on a common agar plate. Each of three mutants currently in our collection is capable of complementation with wild type or with certain other pigment mutants to produce wild-type pyocyanine. None of these mutants would have been detected by using techniques in which mutants are initially recognized on standard agar plates. Figure 1 illustrates the visual appearance of wild type (control) clones and mutant clones when grown on a common agar medium compared to their appearance when grown in separate agar wells of microtiter plates. Whereas some mutant phenotypes are unambiguous, others are only revealed after isolated growth in microtiter plate wells. Not only are some mutant phenotypes not detectable on agar plates, but even mutants that are
